Quantitative real-time PCR analysis of mRNA expression levels of the early marker osterix and the late marker osteocalcin in Y101 hTERT-MSCs. Medium was supplemented with the indicated inhibitors two days prior to the start of differentiation, and where indicated continuously kept in the medium until the end of the differentiation experiments. Averages of triplicate measurements were normalized to the day zero control. The error bars are the SEM for three independent measurements, each normalized independently to its own control. None of the differences are statistically significant when the whole datasets are analysed. When samples are compared within a day the untreated samples are statistically significantly different from the drug treated ones on days 7 and 28 for osteocalcin. Supplementary Figure 4 . Supplementary Figure 4 . Effect of kifunensine treatment on ALP activity and protein levels. (A) Western blots of cells cultured in osteogenic medium for the indicated time and probed with anti-ALP antibody. Kifunensine treatment was continuous (top) or for 48 h pre-treatment only (bottom). Beta-tubulin was used as a loading control, L = protein molecular weight marker. (B) ALP activity inY101 cells cultured in osteogenic medium ±kifunensine for the indicated time was measured using pNP assay and normalized to DNA content determined using a pico-green assay. One way ANOVA, n=6, ns= non-significant, error bars show standard deviation. 
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